[Abstract] A vast challenge within neuropsychiatric research has been the development of animal models that accurately reflect symptoms associated with affective disorders. An ethologically valid model that has been shown to be effective in studying depression is the chronic social defeat stress model. In this model, C57BL/6J mice are subjected to chronic social defeat stress induced by CD-1 aggressor mice for 10 consecutive days. Discussed here is a protocol describing the screening process of the CD-1 aggressor mice, the confrontations between the C57BL/6J and CD-1 aggressor mice, and analysis of social avoidance scores as an indication of depression-like behaviors.
C57BL/6J (THE JACKSON
'screener' mouse should be placed directly into home cage with aggressor CD-1 mouse for 5 min. Latency to aggression should be noted for each CD-1. Perform three screening sessions for 3 consecutive days (once daily) with different screeners.
d. CD-1 aggressor mice should be selected based on two criteria: During three 5-min screening sessions, the latency to initial aggression must be less than 60 sec during two consecutive sessions. And the CD-1 must continuously attack the C57BL/6J screener mouse for at least 10 sec without interruption for all the three 5-min sessions.
e. House CD-1 aggressor mice selected for experimentation with access to food and water ad libitum (ready to use). Aggressor mice can be used for up to 3 months after initial screening (CD-1 aggressor mice can habituate to social defeat sessions, and thus need to be rescreened prior to the next social defeat experiment). e. Repeat daily social defeat sessions in a novel CD-1 aggressors' homecage for 10 days.
f. Immediately following the last social defeat session, singly house all C57BL/6J intruder mice.
Provide animals with ad libitum access to food and water. All CD-1 aggressor mice are returned to their singly-housed cages and used for future social defeat experiments (need to be rescreened).
Social interaction test
a. Social interaction tests can be performed 24 h after the last social defeat session. In the social interaction test, the CD-1 aggressor mouse should be completely novel to the defeated C57BL/6J mouse being tested. Screen the CD-1 aggressor mouse prior to performing social interaction test to ensure mouse meets criterion for aggression.
b. Assemble social interaction arenas as shown in Figure 3 . Set up video-tracking system (e.g., EthoVision XT) to collect all data automatically by tracking software.
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Note: Place the defeated mice in a consistent manner between phases.
g. At the end of each test session, remove the target and defeated mouse and place them into their home cage. Sanitize all equipment using cleaning solution.
h. Data can be analyzed as discussed in Data analysis section.
Data analysis
Using an automated video tracking system, cumulative times in interaction zone and corner zone can be calculated from video data of each trial. Control mice usually spend more time in the interaction zone in 'target' present trial, but in defeated mice this kind of social interaction time with the 'target' mice is decreased (Figure 4) . Thus, social avoidance of mice can be quantified by comparing interaction zone times with or without a 'target' mouse (CD-1 aggressor) in the enclosure.
Social interaction ratio (SI ratio) is calculated from both interaction zone times as follows:
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